precipitated by GST-PAK-RBD was considerably less both WT and ⌬N Wrch-1 completely exchanged than that seen with Wrch-1 (Q107L). In the presence mantGDP rapidly within 2 min (both k obs ϭ 0.01 s Ϫ1 ) of serum, the amount of GTP-bound WT Wrch-1 was increased but was still lower than the level seen with the Q107L mutant. Therefore, Wrch-1 is an active GTPase
an approximately 3-fold increase in the number of colo- To validate that these interactions occur in vivo, we immunoprecipitated HA-Wrch-1 proteins, followed by cells. Cell lysates were incubated with GST fusion proteins containing isolated SH3 domains or SH3 domainwestern blot analyses to detect coimmunoprecipitated endogenous Grb2, PLC␥ or exogenously co-expressed containing, full-length proteins. As expected, Wrch-1 was precipitated by the SH3 domains of Grb2, Nck, Nck. Endogenous Grb2 was co-immunoprecipitated from cells expressing Wrch-1; surprisingly, ⌬N Wrch-1, and PLC␥, and activated Wrch-1 was precipitated to a slightly greater extent ( Figure 4A) , and no association exogenous Nck, and endogenous PLC␥ showed no association with either form (Figure 4D ). The precipitation of ⌬N Wrch-1 with the GST-SH3 domains was observed ( Figure 4B) . Association was not dependent on the nuof Grb2 with ⌬N Wrch-1 is most likely indirect via Grb2
